kertin, vimentin, Nestin, and NeuN in addition to CD34, and c¢-Kit. On TEM, the hES and EB cells were
very similar to the germ cells. The spontaneously and RA induced differentiating hES cells showed
epithelial, mesenchymal and neuronal phenotypes.

Conclusions: From this study, RA induced differentiating hES cells indicated pluripotential differentiation
into the three germ layers in addition to neuronal differentiation. However, two weeks culture was not

enough to full neuronal differentiation due to no synaptic junctions and synaptic vesicles developed.
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Background & Objectives: Embryonic stem (ES) cells, first derived from the inner cell mass of mouse
blastocysts. Pluripotent ES cells may represent a suitable in vitro model to study vascular development
which is difficult to study in experimental animal systems. Recent studies of mutant mice specified a set of
molecules involved in vascular development. Among these molecules, VEGF, Flk-1, and VE-cadherin were
proven to be requisite for vasculogenesis. Several in vitro systems have been developed for investigating
the cellular events in vasculogenesis. The most popular systems are embryoid body formation. Although
these culture systems enable to investigate vasculogenesis virtually as it occurs in embryos, the existence of
many other lineage cells generated in an uncontrollablemanner hinders understanding of the behavior of
endothelial cells. Here, we develop to more simple and mass culture system of mouse ES cells to differentiate
endothelial cell lineage.

Method: Cell Culture Undifferentiated mouse D3 ES cells were cultured and used for this studies.
Briefly, D3 ES cells were co-cultured with mitomycin inactivated MEF cells in media containing DMEM,
15% FBS and 1,000unit/m} of mouse LIF. Endothelial cell differentiation To initiate ES cell differentiation
and EBs formation. Cultures were maintained on EBM2, 5% FBS, VEGF, bFGF, IGF-1, EGF, and ascorbic
acid without further feeding for up to 11 days, EBs were collected at different days of differentiation.
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